PP-055 Development and application of a real-time TaqMan PCR for detection of the spotted fever group of rickettsia  by Liang, C.W. et al.
Poster Presentations S41
antigen in urine, which shows a sensitivity of 68 100% and
speciﬁcity of 100% in beginning trials.
Conclusion: Our research is centralized to develop a
detection method either from isolated speciﬁc antigen or
from serum or any other ﬂuid / tissues taken from kala-
azar patients, which is easy to carry out and efﬁcient
for the diagnosis of visceral leishmaniais in ﬁeld as well
as in laboratory condition where lack of sophisticated
instruments and expertise persons.
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Introduction: HCC is the 6th common cancer. Global increase
of hepatitis B and C infection, the incidence of HCC has
been steadily increasing. Egypt seroprevalence of HCV in
Nile delta was 20 35%. AFP had limited sensitivity 60% and
speciﬁcity 90% for small HCC. GPC-3 oncofetal protein over
expressed in HCC.
Aim: Evaluating the validity of Glypican-3 as an early
detector of HCC.
Material: 10 healthy controls and 40 HCV positive patients:
10 patients with chronic hepatitis C virus infection,
10 patients with compensated cirrhosis [Child Pugh class
A and B], 10 patients with decompensated cirrhosis
[Child Pugh class C], 10 patients with HCC.
Methods: Liver functions: ALT, AST, Bilirubin (T), Albumin,
gGT. Tumor markers: AFP and GPC-3.Viral markers: HCV
antibodies, HBs Ag and HBc Ab.
Results: The median value of GPC-3 in HCC, DC, CC
was signiﬁcantly higher than chronic hepatitis and control
groups. No signiﬁcant correlation found between AFP and
GPC-3. AUROC of AFP was 0.85 & AUROC of GPC-3 was 0.84.
The diagnostic sensitivity of AFP (20 ng/ml) was 70% with
PPV 53.8%. The speciﬁcity was 85% with NPV 91.9%. While
the diagnostic Sensitivity of GPC-3 (2 ng/ml) was 100% with
PPV 27%. The speciﬁcity was 42.2% with NPV 100%. Combined
serial approach of AFP and GPC-3 improved the speciﬁcity
to 87.5%.
Conclusion: GPC-3 although it is a serological test for early
detection of HCC, it showed limited speciﬁcity, where It
is detected in different stages of chronic liver disease, as
it is an oncofetal protein produced by regenerating liver
cells. The diagnostic signature approach for simultaneous
determination of AFP and GPC-3 may improve the prediction
accuracy of HCC patients in those showing seronegativity to
AFP.
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Egypt has one of the highest incidence of liver diseases in
the world with prevalence of schistosomiasis. NO diffuses
into cytosol of adjacent vascular smooth muscle cells play
a role in the pathogenesis of vasodilation. Endothelial
cells also produce the most potent vasoconstrictor agent
endothelin (ET-1).
Aim: Evaluation of nitric oxide and endothelin-1 and
procollagen III peptide in patients with chronic liver disease
and portal hypertension in both systemic and portal blood
samples together with the histopathological scoring of liver
biopsies.
Subjects: The control group 15 subjects free from any liver
disease. The patient group 30 patients with chronic liver
disease and schistosomal portal hypertension.
Methods: Clinical examination, abdominal ultrasonography,
measurement of portal venous pressure and histopatholog-
ical examination of liver biopsy. Laboratory investigations
included evaluation of total nitric oxide (NO), endothelin-1
(Et-1) and type III procollagen (PIIINP) in both portal
and systemic blood. In addition prothrombin, serum
alanine, aspartate aminotransferase (AST, ALT), g glutamyl
aminotransferase (gGT) activities, serum bilirubin, albumin,
serodetection of hepatitis B surface antigen (HBsAg) and
hepatitis B core antibody and (anti-HCVAb).
Results:
• NO and ET-1 levels in both systemic and portal blood of
SHF patients were signiﬁcantly higher than in the control
group.
• NO is a potent vasodilator.
• ET-1 increase may be a compensatory mechanism to
antagonize the vasodilatory effect of NO.
• Child class B subgroup had higher NO and ET-1 than
class A.
• NO and ET-1 levels did not differ between anti HCV
positive and negative SHF patients.
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Objectives: Three species or subspecies of spotted fever
group rickettsiae (SFRG) were documented in China.
Recently, we detected a novel serotyping SFRG which
was broadly prevalence in China. However, the greatest
challenge in preventing and controlling rickettsiosis in China
is laboratory diagnosis. Few clinical laboratories have the
laboratory diagnostic ability for rickettisae and even some
better equipped laboratories also used old Weil Felix. In
order to solve this problem, our national laboratory for
rickettsiosis surveillance has developed a Taqman real-time
PCR assay based on the SFGR ompA gene that was devised
for rapid detection of SFRG.
Methods: The primers and probes for the real-time PCR
were designed based on the conserved sequences of the
ompA gene through alignment from 14 SFGR species. Two
hundred and sixty ﬁve blood samples (127 goats, 78 dogs, 60
cattle) collected from Yunnan Provinces were tested using
the developed PCR to investigate the infection rate and the
distribution among these animals.
Results: The developed assay ampliﬁed most of the SFGR
strains: R. sibirica, R. conorii, R. marmionii, R. rickettsii,
R. africa, R. parkeri, R. canada, R. heilongjiangensis but not
R. akari and R. felisi. Genomic DNA from other members of
the order Rickettsiales showed negative results. The mean
(range) CV values for intra-assay and interassay variation
were 1.15% and 2.59% respectively. The limits of detection
(LOD) was 200 copies per reaction. Of the 265 animal blood
samples, 56 (21.13%) tested positive. The prevalence among
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dogs, cattle and goats were 14.10%, 23.33% and 24.41%,
respectively.
Conclusions: We described a real-time PCR to detect the
SFRGs rapidly and quantitatively.
This study was funded by the National Natural Science
Foundation of China (30771854); and National Basic
Research Program of China (973 Program) 2010CB530200
(2010CB530206).
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Background: Diagnosis of schistosomiasis is usually based
on the detection of eggs in stool and urine samples.
On the other hand, diagnosis of fascioliasis is achieved
by ﬁnding the ﬂuke eggs in feces. This method has poor
diagnostic efﬁciency when applied to individuals with low
worm burden.
Methods: Two monoclonal antibodies (12D/10F) and (5F/6H)
were prepared at Immunology Department, TBRI. The
ﬁrst was an IgM MAb prepared against S. mansoni adult
worm tegumental antigen and the second was of IgG
subclass prepared against F. gigantica excretory/secretory
products. Both monoclonals were evaluated by comparing
the detection of speciﬁc Schistosoma circulating antigen
(SCA) in serum and urine, and Fasciola circulating antigen
in serum (FCA) and coproantigen by using MAb sandwich
ELISA versus commercially available antigen capture fast
dot-ELISA.
Result: The sensitivity and speciﬁcity of SCA assay in
serum and urine by MAb sandwich ELISA was 92.9% and
96% for serum and 90.5% and 94% for urine respectively,
compared to 71.4% and 76% for serum and 76.2% and 64% for
urine respectively using fast dot-ELISA test. The diagnostic
accuracy for MAb sandwich ELISA in both serum and urine
was higher 94.6% and 92.4% respectively compared to 74%
and 70% by fast dot-ELISA test. The sensitivity and speciﬁcity
of FCA assay in serum and stool by MAb sandwich ELISA was
97.1% and 96% for serum and 94.3% and 98% for stool
respectively compared to 74.3% and 70% respectively for
serum samples only using fast dot-ELISA test. The diagnostic
accuracy by MAb sandwich ELISA was higher 96.5% and
96.5% for serum and stool respectively compared to 71.8%
for serum only by fast dot-ELISA test.
Conclusion: The home-made MAb showed high sensitivity
speciﬁcity and high diagnostic accuracy using sandwich ELISA
compared to available fast dot-ELISA kits.
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Portal hypertension and hypoalbuminaemia leads to
decrease in blood volume which stimulates renin-
angiotensin system leading to hyper-aldostronism and salt
and water retention which triggers ascites formation. Often
caused by chronic liver disease and malignancy. Cytological
examination of ascitic ﬂuid in malignancy revealed high
incidence of false negative results.
Aim: Estimation of cholesterol in the ascitic ﬂuid
to differentiate between malignant and non-malignant
ascites.
Subjects: 50 patients with ascites divided into:
A.The non-malignant 25 patients were diagnosed as
Schistosomal hepatic ﬁbrosis, post-hepatic cirrhosis,
tuberclous peritonitis and nephrotic syndrome.
B.Malignant group: 25 patients diagnosed as hepatocellular
carcinoma, liver metastasis, gall bladder cancer,
anaplastic carcinoma from unknown primary, cancer
colon and pancreatic carcinoma.
Methods:
• Full clinical examination
• Laboratory investigations:Complete urine & stool
examination. ascitic ﬂuid included;Test for malignant
cells & Protein, Fibrinogen, glucose, Chloride,
Cholesterol, Carcinoembryonic Antigen, Bilirubin, Lactic
Dehydrogenase, Alkaline Phosphatase, Gamma-Glytamyl
Transpeptidase and aminotransferses.
Results:
1. Ascitic ﬂuid protein, cholesterol and Alkaline
Phosphatase in the malignant group were signiﬁcantly
increased than the non-malignant group.
2. The ascitic ﬂuid/serum ratios for protein and cholesterol
signiﬁcantly higher in malignant group than the non-
malignant.
3. The diagnostic performances of ascitic ﬂuid and ascitic
ﬂuid/serum ratio for protein & cholesterol including
sensitivity, speciﬁcity, predictive value of positive &
negative results and the efﬁciency for ascitic ﬂuid/serum
ratio for protein and cholesterol was calculated. For
ascitic ﬂuid protein, it was 54.2%, 96%, 92.9%, 68.6% &
75.5% respectively. For ascitic ﬂuid protein ratio, it was
9.1%, 100%, 100%, 53.5% & 55.6%.
4. For ascitic ﬂuid cholesterol all the diagnostic
characteristics were 100%. For ascitic ﬂuid/serum
cholesterol ratio was 82.6%, 100%, 100%, 88.5% & 93.3%.
Conclusion: Ascitic ﬂuid cholesterol level exceeding
(100mg/dl) or ascitic ﬂuid/serum ratio above 0.7 are highly
suggestive of malignancy even in the absence of positive
cytological ﬁndings. Thus Ascitic ﬂuid cholesterol level &
ascitic ﬂuid/serum cholesterol ratio should be added to
monitor malignancy.
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Background: Acute appendicitis is one of the most common
and frequent presentation in emergency all around the
world and is one of the causes of acute abdomen especially
among young people. Diagnostic tests based on radiology are
of little help and conﬁrmation is usually based on clinical
history, physical examination and laboratory investigation,
out of which the white blood cells (WBC) count are of prime
importance. This study aim was to evaluate the validity
and importance of Leukocytosis in making the diagnosis of
acute appendicitis in surgical emergency among Pakistani
southAsian patients.
Methods: This study was conducted at Rawalpindi Medical
College Allied hospitals, Rawalpindi Pakistan from January
2009 to December 2009. A total of 200 patients
presenting with right lower quadrant abdominal pain and
